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Antibodies
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Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

the structural comparison and analysis described in this study, we used publicly available structures with PDB ID 4G0N and 1FAR present in the Protein Data Bank.
All data needed to evaluate the conclusions in the paper are present in the paper and/or the Supplementary Information. Additional data related to this paper may
be requested from the authors. Source data are provided with this paper.

Biochemical and cellular data shown were from at least three independent experiments. The sample size was sufficient to represent
reproducibility and credibility in the biochemical and cellular assays.

No data were excluded from analysis.

Experiments involving mammalian cells were performed a minimum of 3 times and all results were reproducible. Numbers of replications in
different experiments can be found in the corresponding figure legends and source Data file.

Not applicable to the experimental design because no grouping was needed.

Not applicable to the experimental design as no grouping was needed for this study.

Avi-tag - GenScript A01738 (1:5000); MEK1 - SCBT sc-6250 (1:500); FLAG - Sigma F7425 (1:4000); MEK P-S217/221 – Cell Signaling
9121 (1:2000); RAF1 - BD Transduction Laboratories 610152 (1:2000); NWSHPQFEK (Strep-tag) -GenScript A00626 (1:5000).

Avi Tag Antibody recognizes C-terminal Avi tagged fusion proteins and slightly recognizes N-terminal Avi tagged fusion proteins in
Western Blot. MEK1 Antibody is recommended for detection of MEK1 by Western Blot, immunoprecipitation, immunofluorescence,
immunohistochemistry and ELISA. Species: mouse, rat, human, bovine, and others. FLAG Antibody recognizes the FLAG epitope
located on FLAG fusion proteins (N-terminal, N-terminal-Met, and C-terminal FLAG fusion proteins) by Western Blot,
immunoprecipitation, and immunofluorescence. Phospho-MEK1/2 (Ser217/221) Antibody detects endogenous levels of MEK1/2 only
when activated by phosphorylation at Ser217/221. This antibody does not cross-react with related kinases including activated SEK
(MKK4), MKK3 or MKK6. It will also react with MEK1/2 singly phosphorylated at Ser217 and singly phosphorylated at Ser221. For use
in Western Blot and immunoprecipitation. Species: human, mouse, rat, monkey, S. cerevisiae. Raf1 recognizes endogenous Raf1 by
Western blot, immunoprecipitation or immunofluorescence. Species: human, mouse, rat, dog, chicken. NWSHPQFEK recognizes
NWSHPQFEK (Strep2) tagged fusion protein by Western blot and ELISA.

HEK-293T cells were from ATCC




